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(54) A process for preparing an immobilized enzyme 

(57) The present invention provides an immobilized 
enzyme for fipolysis. which sufficiently exhibits its activ- 
ity, prevents the enzyme from being left or inactivated, 
and can reduce the amount of the enzyme used for 
lipolysis. Further, the present invention provides an 
inrvnobflized enzyme for esterif ication. which sufficiently 
exhibits Hs activity and prevents the enzyme from being 
left or inactivated, thus promoting the esteriricatton 
reaction That is, the present invention comprises immo- 
bilizing an enzyme by adsorption onto a porous, anion- 
exchange resin as an immobilizing carrier and treating it 
with tats and oils to prepare an immobilized enzyme for 
liporysis That is, the present invention comprises immo- 
bilizing a lipolytic enzyme by adsorption onto an immo- 
bilizing carrier, and without drying, directly bringing it 
into contact with its reaction substrate, thereby enabling 
the esterif ication reaction. 



Q. 
LU 



PtWma by Xerox <UK) Business Services 
2.16.7 (HRSV3.6 



EP1 008 647 A2 

Description 

Technical Field 

5 [0001] The present invention relates to a process for preparing an immobilized enzyme showing a high activity with 
a less loss in the enzyme activity, which is used for hydrolysis of fats and oDs, ester-exchange of fats and oils, and ester- 
if ication of aliphatic adds and alcohols. The term of tats and oils" means an inclusion of a fat an oil, a lard, a grease 
and so on. 

io Background Art 

[0002] In hydrolyzing fats and oils by a lipolytic (or fat and/or oil-decomposing) enzyme, an immobilized enzyme 
prepared by immobilizing a lipolytic enzyme onto an inorganic or organic carrier is used for efficient use of the enzyme. 
To raise the absorptivity of the enzyme onto a carrier and to improve an enzyme activity, various studies have been 
15 made, and for example, JP-A 9-257 discloses a process for producing an immobilized enzyme carrier prepared by 
immobilizing a lipase onto an inorganic carrier treated with a silane coupling agent having a special functional group, 
washing and drying it and impregnating it with an aliphatic acid. Even by this method, however, the amount of the 
adsorbed enzyme and the enzyme activity remain still insufficient 

[0003] Further, an immobilized enzyme prepared by immobilizing a lipolytic enzyme called lipase onto a carrier is 
so used as an enzyme mainly for use in reactions for the object of ester-exchanging (.ester-interchanging or transesterify- 
ing) fats and oils and esterrfying aliphatic acids and alcohols. These reactions are advantageously conducted at con- 
centrations of water as low as posstole (1000 pom or less) to inhibit hydrolysis, and thus the immobilized enzyme is 
forcibly dried to give only several % water content in the carrier, since the immobilized enzyme is prepared. 
[0004] However, the adsorbed enzyme tends to inactivate in the step of drying the immobilized enzyme, and there 
25 are many cases where the enzyme does not exhibit the maximum activity upon adsorption and when the enzyme exhib- 
its activity thereof actuaOy. 

[0005] JP-A 62-134090 describes that after immobilization, the immobilized enzyme is dried under contact with 
aliphatic add derivatives thereby raising its activity expression, but this method is neither practical nor efficient because 
expensive facilities are necessary for drying the immobilized enzyme and furthermore it is complicated to set up condi- 
so tons etc. for slow drying. 

[0006] Under these circumstances, it is desired that a lipolytic enzyme is prepared so as to exhibit its activity 
expression sufficiently and to prevent the enzyme from being left (or removed) or inactivated, whereby the amount of 
the enzyme used for lipolysis is reduced and the esterif ication reaction is promoted. 

35 Disclosure of the Invention 

[0007] To solve this problem, it is desirable that a larger amount of a lipolytic enzyme is adsorbed at adsorption step 
so as to express high activity and that an atmosphere for promoting the reaction is created around the immobilized 
enzyme. The present invention relates to a process for preparing an immobilized enzyme for a lipolysis (or decomposi- 

40 tion of fats and oils), which comprises absorbing and immobilizing the enzyme onto a porous, ann^n -exchanging resin 
as an immobilizing carrier, and which is treated with fats and ofls, and the problem described above was thereby solved. 
[0008] As a result of eager study by the present inventors to solve this problem, they found that it is necessary to 
confer a stable state on the enzyme adsorbed onto the carrier, for which it is effective to bring a reaction substrate (or 
reactant) into contact with the enzyme rapidly after immobilization. 

45 [0009] That is, the present invention relates to a process for esterif ication reaction, which comprises immobilizing 
a Spotytic enzyme on a carrier for immobilization by adsorption and, without drying, directly bringing the immobilized 
enzyme into contact with its substrata 

[00101 That is, in the present invention, the lipolytic enzyme in a un-dried state after immobilization is brought into 
contact with its substrate thereby providing the immobilized enzyme with a higher degree of adsorption and a higher 
so activity. 

[001 1] The invention provides a process for preparing an immobilized enzyme, which comprises the steps of: 

immobtTtzirtg a lipolytic enzyme on a porous, anion-exchanging resin for a carrier by adsorption and, 
without drying, treating the immobilized enzyme with fats and oils or a derivative of fats and oils. 

55 

[001 2] The process may preferably further comprise the step of treating the carrier's resin with a lypophylic (or fat 
and/or o9-sofving) aliphatic acid or a derivative of a lypophylic aliphatic acid in advance to the immobilization step. 
[001 3] The immobilized enzyme may be treated with fats and oils and the obtained immobilized enzyme is usable 
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for hydrolysis. 

[0014] Alternatively the immobilized enzyme may be treated with the derivative of fats and oils and the obtained 
immobilized enzyme is usable for esterification. 
[0015] The used enzyme is preferably lipase. 
s [001 6] The invention provides also use of the immobiized enzyme as defined above for hydrolysis or esterification 
of feits and oils or a derivative of fats and oils, for example hydrolysis of fats and oils, esterification of derivatives of fats 
and oils such as partial glycerides, glycerol and an aliphatic acid. 

[001 7J In addition, the invention provides a process fa esterifying reaction substrates, which comprises the steps 
of: 

10 

immobilizing a lipolytic enzyme on a porous, aniorvexchanging resin for a carrier by adsorption and, 
without drying, bringing the immobilized enzyme into contact with the reaction substrates. 

[001 8] The invention moreover provides a process for hydrolysis of reaction substrates, which comprises the steps 
15 of: 

immobilizing a lipolytic enzyme on a porous, ankxvexchanging resin for a carrier by adsorption and. 
without drying, treating the immobilized enzyme with reaction substrates and 
bydroryzing the reaction substrates. 

20 

[001 9] In esterification and hydrolysis, the reaction substrates may be fats and oils, such as triglycerides, or a deriv- 
ative of fats and oils. The derivative of fats and oils may be an aliphatic acid, glycerol or partial glycerides such as 
monoglycerides and digiycerides, 

[0020] According to the invention, the immobilized enzyme can be treated with the reaction substrates for hydroly- 
25 sis or esterfication, immediately being subject to the reaction. Alternatively, the immobilized enzyme can be stored after 
treatment with tots and oils or a derivative of fats and oils. 

Modes for Carrying out the Invention 

30 [0021] The carrier used in the present invention is preferably a porous, anion-exchanging resin. The particle diam- 
eter of the reswi is desirably 400 to 1000 urn. and the diameter of its pore is desirably 1 00 to 1500 A. 
[0022] The resin materials include phenol formaldehyde based, polystyrene based, acrylamide based, di vinyl ben- 
zene based. In particular, phenol formaldehyde-based resin (e.g. tradename: DuoKte A-568) is desirable. Its pores give 
a large surface area for adsorption of the enzyme to obtain a larger amount for adsorption. 

35 [0023] In the present invention, the carrier is treated preferably with a lypophylic aliphatic acid or a lypophyiic 
aliphatic acid derivative for pre-treatment before imrnobflization, thus creating a state of adsorption to exhibit a high 
activity. The lypophylic aliphatic acid or lypophylic aliphatic acid derivative used has preferably 8 to 18 carbon atoms. 
For example, said aliphatic acid includes linear and saturated aliphatic adds such as capric acid, lauric acid and myr- 
istic acid, unsaturated aliphatic acids such as oleic add and linoieic acid, hydroxy, aliphatic acids such as rictnoleic acid. 

40 or branched aliphatic adds such as isostearic acid. Trie aliphatic acid derivative includes esters between C 8 to C 18 
aliphatic adds and compounds having a hydroxy! group, and examples thereof Include mono-ateohol (, monohydric 
alcohol or monovalent alcohoQ esters, poryhydrfc alcohol (polyol or polyvalent alcohol) esters, phospholipids, or deriv- 
atives of these esters to which ethylene oxide has been added. The mono-alcohol esters include methyl ester, ethyl 
ester, and the polyvalent alcohol esters include monoglyceride. diglyceride and derivatives thereof, or potygfycerol fatty 

45 add esters, sorbitan fatty acid esters, sucrose fatty esters. 

[0024] K is desirable for the process that any of these aliphatic adds and derivatives thereof is in the state of Squid 
at ordinary temperatures. These may be used alone, or these are combined to bring about further effects. It is consid- 
ered that these derivatives are chemically decomposed in an aqueous catalyst or hydrolyzed with a lipolytic enzyme, to 
form aliphatic acids. 

so [0025] To bring these lypophylic aliphatic acids and derivatives thereof into contact with the porous anion- exchange 
resin, they may be added directly as such to water or an organic solvent, or to improve dispersibiiity, the lypophylic 
aliphatic acids or derivatives thereof are once dispersed and dissolved in a solvent and then they may be added to the 
porous anion-exchange resin dispersed in water. The organic solvent used in this step includes chloroform, hexane, 
ethanol. The ratio of the lypophylic aliphatic acid or the derivative thereof to the porous anion-exchange resin is prefer- 

55 able to be 0.O1 to 1 part by weight, and particularly preferable to be 0.05 to 0.5 part by weight of the lypophylic aliphatic 
add or the derivative thereof as compared with 1 part (dry weight basis) by weight of the porous, anion exchange resin. 
The temperature for contact is 0 to 1 00 °C, preferably 20 to 60 °C. The time for contact may be about 5 minutes to about 
5 hours. After this treatment the resin is recovered by filtration and then may be dried at this time. The temperature for 
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drying is preferably room temperature to 1 00 *C, and drying under reduced pressure may be conducted. 

. • [0026] The lipolytic enzyme used in the present invention includes lipases derived (or originated) from microorgan- 
isms (.microbes or germs) of the genera Rizopus, Aspergillus, Chromobacterium, Mucor. Pseudomonas, Geotrichum, 
Penirilfium and Candida as well as animal lipases such as pancreatic lipase. To obtain aiphatic acids at high degrees 

-5 of decomposition or to obtain triglycerides at high degrees of esterification, a lipase (random type) having no position 
selectivity is preferable, and the enzyme derived from the microorganism is preferably selected from the genera Pseu- 
domonas and Candida 

[0027] To obtain a partial glyceride such as monoglyceride and diglyceride at high degrees of esterif ication, a lipase 
having position selectivity is preferable. 

10 [0028] The temperature for conducting an immobilization is well 0 to 60 °C, preferably 5 to 40°C, because of no aris- 
ing inactivation of an enzyme, but the temperature can be selected depending on the characteristics of the enzyme 
used. The pH of the enzyme solution is well in the range as far as the enzyme is not denatured. The pH 3 to 9 is desir- 
able. The pH can also be determined similarly to the temperature, depending on the characteristics of the enzyme. The 
buffer for maintaining the pH includes, but is not limited to, acetic acid -based buffer, phosphoric acid-based buffer and 

is Tris-H CI -based buffer. 

[0029] In the method of immobilization according to the present invention, the concentration of the enzyme in the 
enzyme solution is desirable to be the solubility of the enzyme or below and to be sufficient concentration, in respect of 
imrnobifization efficiency. If necessary, insoluble enzymes were removed by centrifugation, and then a supernatant can 
be used. The ratio of the enzyme to the carrier for immobilization is preferable to be 0.05 to 1 0 part by weight, and par- 
20 ticulariy preferable to be 0.1 to 5 part by weight, of the enzyme as compared with 1 part by weight of the carrier for 
immobaization. 

[0030] To bring the enzyme into contact with the carrier treated as described above, it is possible to use a method 
of dispersing and stirring a carrier in an enzyme solution or a method of introducing a carrier into a packing tower (or 
packing column) such as column etc. and circulating an enzyme solution through h using a pump and so on. Any 
25 method thereof may be used. 

[0031 ] The process up to this step in preparation of the immobilized enzyme for hydrolysis of fats and oils may be 
the same as in preparation of the immobilized enzyme for esterification reaction. 

[0032] Hereinafter, preferable embodiments for preparing the immobilized enzyme for hydrolysis of fats and oils are 
described. 

so [0033] The reaction substrate, which is used in the present invention and which is made to treat the immobilized 
enzyme after irnmobiization, includes the fats and oils such as rapeseed oil. soybean oil, corn oil. olive oil. tallow, fish 
oil. Although they are not limited, tats and oils actually hydrolyzed are desirably used. 

[0034] To bring the substrate into contact with the immobilized enzyme after immobilization, the immobilized 
enzyme is recovered by filtration from the enzyme solution after immobilization, then excess water content is removed, 

35 and without drying, the immobilized enzyme is brought into contact with fats and oils as the substrate The water con- 
tent in the immobilized enzyme, though being varied depending on the type of carriers used, is 20 % a more by weight 
and preferably in the range of 40 to 60 % by weight The immobilized enzyme may be introduced into a packing vessel 
such as column to circulate fats and oils through the packing vessel with e g. a pump, or the immobilized enzyme may 
be dispersed in fats and oils. The temperature for contact is preferable to be ordinary temperature to 60 °C. and this 

40 temperature can be selected depending on the characteristics of the enzyme. Further, the time for contact may be 
about 2 hours to about 24 hours. After this contact is finished, it is filtered to recover the imrnobilized enzyme. By this 
operation, the reaction site of the immobHized enzyme Is considered to become suitable for hydrolysis. The imrnobilized 
enzyme after subjected to this treatment is good in storage stability. This is considered due to the stabilization of lipase 
by fats and oils. 

45 [0035] Hereinafter, preferable embodiments for preparing the immobilized enzyme for esterification reaction are 
described. 

[0036] The substrate includes C^toC^ aliphatic adds. These may be either saturated or unsaturated, or may con- 
tain a linear chain besides a branched chain ancVor a conjugated double bond etc. Further, the substrate may contain 
structural isomers thereof and is not particularly limited. For preparation of esters having a single aliphatic acid compo- 
se nent, partial glycerides and/or triglycerides, these aliphatic acids can be used alone or may be used as a mixture of two 
or more type thereof. Further, the aliphatic acids may be used as completely or partially decomposed from one or more 
vegetable oBs and/or animal fats. On the other hand, the alcohds include C, to C22 rnonohydric alcohols and dihydric 
or rrxxe-hydric alcohols. As the substrate, the aiphatic acids and alcohols described above are combined such that a 
desired ester ified product can be produced, and the substrate is not limited to specific compounds 
55 [0037] The immobilized enzyme after immobilized by adsorption is deprived (or removed) of water sufficiently by a 
physical method and then brought into contact with the substrate to effect the esterification reaction. The water content 
in the immobilized enzyme, though being varied depending on the type of carriers used, is usually 20 % or more by 
weight and preferably in the range of 40 to 60 % by weight 
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[0038] In the case of the esterrf cation reaction, the reaction is conducted by shift under dehydration, and therefore, 
while the reaction is conducted, excess water content remaining in the immobilized enzyme can simultaneously be 
removed by use of a dehydration system. After the lipolytic enzyme is immobilized by adsorption onto a carrier for 
immobilization, the initial esterif ication reaction is conducted by directly bringing the immobilized enzyme without drying 

5 into contact with the substrate, and removal of this excess water content in this initial esterif ication reaction requires 
extra reaction time but can be effected in a considerably shorter time than the time for conventionally conducted drying 
of the immobilized enzyme Further, the composition and qualities of a product produced in this initial reaction are in no 
way inf erior to those of a product produced in the second or later reaction. In this initial verification reaction, the time 
elapsed until a water content being enough tor enzyme to exhibit Its activity, though being varied depending on the 

10 amount of the immobilized enzyme and on the ability of the dehydration system used, is approximately 1 hour or so. 
Because excess water content was removed in the initial reaction, the time required for removal of water in the initial 
reaction is not necessary in the second or later reaction in which the immobilized enzyme for esterrfication reaction can 
be obtained. 

[0039] For the method tor esterrfication reaction, H is possible to use any methods known in the public art, such as 
75 dehydration under reduced pressure, glycerol dehydration, and dehydration using a dehydrating agent such as molec- 
ular sieves. Further, the immobilized enzyme may be used in a stirring reactor, a packed column reactor and a lluidized 
bed reactor. 

[0040] According to the present invention, the maximum activity of the adsorbed enzyme is brought about and the 
esterif ication reaction can be conducted efficiently and stably tor a long period of time by conferring a stable state on 
so the immobilized enzyme and by maximally preventing the enzyme from being inactivated due to drying. 

Examples 



Example 1 

25 

[0041] 10 g Duolite A-568 (Diamond Shamrock Co.. Ltd.) was stirred for 1 hour in 100 cc of 1/10 N NaOH. After 
filtration, it was washed with 100 cc of deionized water and the pH was equilibrated with 1 00 cc of 500 mM acetic aad- 
based buffer (pH 7). Thereafter, the pH was equilibrated twice for 2 hours with 1 00 cc of 50 mM acetic acid-based buffer 
(pH 7) Thereafter, the carrier was recovered by filtration and then 50 cc of ethanol was used to replace the solvent by 

so ethanol for 30 minutes. After fihration. 50 cc of ethanol containing 10 g of ricinoleic acid was added and the ritinoleic 
acid was adsorbed onto the carrier for 30 minutes Thereafter, the carrier was recovered by filtration and washed 4 
times for 30 minutes with 50 cc of 50 mM acetic acid-based buffer (pH 7) to remove the ethanol, and the carrier was 
recovered by filtration. Thereafter, the carrier was brought into contact for 5 hours with an enzyme solution containing 
10 g of commercial lipase (Lipase OR Meito Sangyo Co., Ltd.) dissolved in 90 cc of 50 mM acetic acid-based buffer (pH 

35 7) whereby the enzyme was immobilized on the carrier. The immobilized enzyme was recovered by filtration and 
washed with 100 cc of 50 mM acetic acid -based buffer (pH 7), to wash an enzyme and protein not being immobilized. 
Thereafter, 40 g of soybean oil to be actually decomposed was added thereto and stirred tor 12 hours. All the above 
operations' were conducted at 20 °C. Thereafter, the immobflized enzyme was separated by filtration from the ba. The 
degree of immobilization as measured by the tffference between the residual activity of the enzyme solution after 

40 immobilization and the activity of the enzyme solution before immobilization was 82 %. This is about 20 % higher than 
the degree of ImrnobBization by the conventional method. 

[0042] 2.8 g (1 g on the dry weight basis) of the immobilized enzyme this obtained was weighed precisely in 50 cc 
Ertenmeyer flask equipped with a screw. 10 g of soybean oil and 6 g of cfistiled water were added thereto and allowed 
to react at 40 °C under shaking at 200 rpm. 30 minutes after the reaction was initiated, the degree of decomposition 
45 was 83%. In the 2-hour reaction, the degree of decomposition reached 97 %. As the degree of decomposition, a value 
obtained by dividing the acid value (AV) by the saponification value (SV) is expressed in percentage. This decornposi- 
tion rate Is the highest level among those of the immobilized enzyme prepared in methods reported heretofore 

Example 2 

so 

[0043] After the reaction was finished according to the method shown in Example 1 , the total amount of the immo- 
bilized enzyme was recovered, and the reaction was repeated with the initial charged compositions shown in Example 
1 . The reaction was repeated 5 times, and for 2 hours after the reaction was initiated, the degrees of decomposition of 
97.0 %. 975 %. 96.5 %. 96.8% and 96.5 % were obtained respectively. 

55 

Example 3 

[0044] 10 g Duolite A-568 (Diamond Shamrock Co. Ltd) was stirred for 1 hour in 100 cc of 1/10 N NaOH. After 
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filtration, it was washed with 100 cc of deionized water and the pH was equilibrated with 100 cc of 500 mM acetic acid- 
based buffer (pH 7). Thereafter, the pH was equilibrated twice for 2 hours with 100 cc of 50 mM acetate buffer (pH 7). 
Thereafter, the carrier was recovered by filtration and then 50 cc ethanol was used to replace the solvent by ethanol for 
30 minutes. After filtration. 50 cc of ethanol containing 10 g of ricinoleic acid was added and the ricinoleic acid was 

5 adsorbed onto the carrier for 30 minutes. Thereafter, the carrier was recovered by filtration and washed 4 times for 30 
minutes with 50 cc of 50 mM acetic acid-based buffer (pH 5) to remove the ethanol. and the earner was recovered by 
filtration. Thereafter, the carrier was brought into contact for 5 hours with an enzyme solution containing 10 g of com- 
mercial lipase (Li Lipase. Nagase Sangyo Co.. Ltd.) dissolved in 90 cc of 50 mM acetic acid-based buffer (pH 7) 
whereby the enzyme was immobilized on the carrier. The immobilized enzyme was recovered by titration and washed 

io with 100 cc of 50 mM acetic acid-based buffer (pH 7). to wash an enzyme and protein not being immobilized. All the 
above operations were conducted at 20 °C. The degree of immobilization as measured by the difference between the 
residual activity of the enzyme solution after immobilization and the activity of the enzyme solution before immobiliza- 
tion was 98%. 

[0045] Then. 100 g of aliphatic acid formed by decomposition of soybean oi was added and stirred well, and 1 6 g 
T5 of glycerol was added, and the esterification reaction was conducted at 40 °C under reduced pressure (13 Pa or less). 
[0046] The DO (diglyceride) yield (diglyceride content + triglyceride content) in the reaction o3 reached 63 % in 4 
hours of the reaction After this reaction, the oil after the reaction was separated by filtration to recover the total amount 
of the immobilized enzyme, and 100 g of the above soybean-decomposed aliphatic acid and 16 g of glycerol were 
added thereto, and the same reaction was repeated further twice. As a result, the DG yield m the oil after the reaction 
20 was 62 % in 2 hours of any reaction conducted twice. In the repeated reaction descrtoed above, the composition of 
components in the reaction oil upon the reaction at a DG yield of about 62 % is shown in Table 1. 

Comparative Example 1 

25 [0047] The immobilized enzyme prepared in Example 3 was dried at 40 °C under reduced pressure (133 Pa or less) 
for a whole day and night in the absence of the soybean oB-decomposed aliphatic acid shown in Example 3. The water 
content in the immobilized enzyme after drying was abort 2 %. Using 1 0 g of this immobilized enzyme, the esterification 
reaction was repeated 3 times in the same manner as in Example 3. As a result the DG yield in any reaction was 62 to 
63 % in 3 hours of the reaction. In the repeated reaction described above, the composition of components in the reac- 

30 ton oil upon the reaction at a DG yield of about 62 % is shown in Table 1. 



so 
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Table 1 
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59.6 
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FA; fatty acid 



GLY; glycerol 
MG; monoglyceride 
DG; diglyceride 
TG; triglyceride 



[00481 The proportion of components in the oil after the reaction in the Examples above is a result obtained by ana- 
lyzing the sample with gas chromatography after trimethytsflyiation. 

[0049] Comparison between Example 3 and Comparative Example 1 above revealed that when the reaction was 
conducted without drying the immobilized enzyme according to the method of the present invention, the reaction time 
can be reduced while the qualities of the product are not deteriorated. Comparison between the esterif ication activities 
of the respective enzymes indicates that the enzyme treated with the reaction substrate exhibited 150 % activity (as 
compared with the dried enzyme). 

Claims 

1. A process for preparing an immobilized enzyme, which comprises the steps at. 

immobilizing a lipolytic enzyme on a porous, anion-exchanging resin for a carrier by adsorption and, 
without drying, treating the immobilized enzyme with fats and oils or a derivative of fats and oils. 

2. The process as claimed in Claim 1 . which further comprises the step of treating the carrier's resin with a lipophilic 
aliphatic acid or a derivative of a lipophilic afphatic acid in advance to the immob2ization step. 

3. The process as claimed in Claim 1 , in which the immobilized enzyme is treated wrth fats and oils and the obtained 
irnmobi&zed enzyme is usable for hydrolysis. 
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4. The process as claimed in Claim 1 , in which the immobilized enzyme is treated with the derivative of fats and oils 
and the obtained immobilized enzyme is usable tor esterification. 

5. The processes daimed in QairrtlTln which the enzyme is Bpasa 

6. Use of the immobilized enzyme as defined in Claim 1 for hydrolysis or esterification of fats and oils or a derivative 
of fate and oils. . . 

7. A process fa esterifying reaction substrates, which comprises the steps of: 

immobilizing a lipolytic enzyme on a porous, anidn-exchanging resin for a carrier by adsorption and. 
without drying, bringing the immobilized enzyme into contact with the reaction substarates. 

8. A process for hydrolyzing reaction substrates, which comprises the steps of: 

immobilizing a Gpolyttc enzyme on a porous, anion-exchanging resin for a carrier by adsorption and, 
without drying, treating the immobilized enzyme with reaction substrates and 
hydrolyzing the reaction substrates. 
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it into contact with its reaction substrate, thereby ena- 
bling the esterification reaction. 



A process for preparing an immobilized enzyme 
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